A biuret method has been developed which provides quantitative measurements of protein in normal urine without interference from drugs or pigments. This method is intended for use in monitoring clinical trials of new drugs-to detect nephrotoxicity. Protein is precipitated from duplicate samples of urine by addition of cold ethanolic phosphotungstic acid. The protein precipitates are separated by centrifugation and washed with ethanol. Protein from one of the duplicate samples is dissolvel in biuret reagent. Protein from the second sample is dissolved in an alkaline tartrate reagent which is identical to the biuret reagent, excepting that copper sulfate has been omitted. After 20 mm., the differential absorbance of the two samples is measured at 540 m. The limit of sensitivity for detection of protein in urine is 0.5 mg./100 ml. The coefficient of variation of replicate analyses of protein in normal urine is 4.2%. The recovery of protein added to urine averages 103 ± 3%. Analyses of urinary protein by the biuret procedure provide close correlation with measurements by an amido black staining method. Systematic search has failed to reveal interference from urinary pigments, compounds, or drugs which are normally or occasionally encountered in hospitalized patients. In 24-hr. collections of urine from 28 healthy adults, the protein concentrations averaged 6.2 mg./100 ml. (range 3.0-12.2), and the protein excretions averaged 77 mg./day (range 40-150).
Similarly, turbidimetric estimatioims of protein by the sulfosalicyclic acid procedures are subject to interference from organic iodine compounds, and from i-butyl-3-carboxyphenylsulfonylurea, an excretory product of tolbimtamide
(3).
The most sensitive methods for determinatioll of urinary protein involve drying specimens of urine on strips of filter paper and staining the dried proteins with amido black (4, 5) , bromphenol blue (6), or light green (7) since the biuret reaction is relativelyspecificfor proteins and yields equivalent chromogenicity with albumin and globulin fractions (15) . The biuret reaction has been reported by Piscator (16) to be applicable to measurements of protein in normal urine, and has been used successfully by him for the detectiolm of renal toxicity in industrial workers who are exposed to cadmium. The I'iscator procedure (16) has been employed in our laboratory during the past 2 years; it has undergone a lmumber of modifications which have improved its sensitivity and precision and which Imave Inilmilnized immterference from drugs and pigments. 
Method Principle

Results
Modifications of Piscator Method
The following are the principal modifications of the Piscator method (16) which were introduced in the present method:
(1) The volume of urine was increased from 2 to 20 ml., in order to increase the sensitivity of the method.
(2 (4) Spectrophotometry was performed at the 540 m absorption peak instead of at 330 m, in order to avoid the imecessity of using an ultraviolet spectrophotometer almd to avoid interference from drugs which absorb light at 330 m1z. (5) Pigment interference was prevented by preparation of urine "blanks" which are identical to the urine biuret samples, except that copper sulfate is omitted.
Sensitivity, Precision, and Recovery Studies
The limit of detection for urine protein (i.e., the protein concentration which gives a corrected absorbance value of 0.01) was 0.5 mg./100
1111.
As illustrated in Fig. 1 , the calibration curve was linear with protein concentrations ranging up to at least 27 mg./100 ml. As shown in Fig. 3 Fig. 4 . The urinary protein concentrations (milligrams per 100 ml.) are plotted in the graphs on the left side of the figure, and the urinary protein excretions (milligrams per day) are plotted on the right side of the figure. As shown in Fig. 4 ,oI
Discussion
The normal values for urinary protein, which were obtained in the present study, are contrasted in Table 1 
